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Z fragment (SEQ ID NO: 1) 




Fig. 1 
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Z -fragment 



C 



EcoRI^B^feoj ^stl B.iJLI mndm 

gmttcgtgc^gAtctcacactgcagagatccaacagcatggaag 
cttmgcacgtcragagtgtgacgtgrcraggttgtcgtaccttcgaa 

MAGE/pUC19 




Pst I 
BstX I 



i 

C^Remova, 
GAATTCGTGCAGATCTCACACTGCA GAGA"KCAACAGC ATGGAAGCTT 
CTTAAGCACGTCTAGAGTGTG ACGTCTCTAGGTT GTCGTACCTTCGAA"^. 

I 

CGGAGTTTAAACGGATTGGAGCCAGC 

1 1 1 1 1 1 1 1 1 i 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 I I I I I I 1 1 1 1 II I GCCTCAAATTTGCCTAACCTCG t 

poly(T) adaptor f Ligation 

Tat 



atggaagctt 
gtcgtaccttcgaa" 



c 



GAATTCGTGCAGATCTCACACTGCA 
CTTAAGCACGTCTAGAGTGTG 




J 



First 

/ 

Pme I AMbo I 



CGGAGTTTAAACGGATTCGAGCCAGCATGGAAGCTT 

1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 ii 1 1 1 1 1 1 gcctcaaatttgcctaacctcggtcgtaccttcgaa" 



D c 



GAATTCGTGCAGATCTCACACTGCA 
'CTTAAGCACGTCTAGAGTGTG 



Vector primer for reverse transcription 



Fig. 2 
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First 



mRNA 



Second strand synthesis 



/ 




Fifth 



CD First strand synthesis 
Type IIS restriction enzyme 



aaaaaaaaaaaaaaW" cggagtttaaacggattcgagccagcatggaagctt, 
4 i 1 1 1 1 1 1 1 { ii ! 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 i rgcctcaaatttgcctaacctcggtcgtaccttcgaa 



^TTC^TGCAGATCTtACACTGCA "*"S e CO n d 
CTTAAGCACGT^TA^VGTGTG 



Mbo I. 



-Synthesized cDNA- 



i 



Vector primer for 
reverse transcription 



Fourth 

Pme I AMbo I 
ACTTTAAAcbGATTbGAG 



NNNIWNNNNNNNNNNNNNNNNNNNN ^ 
NNNNNNNNNNNNNNNNNNN^NNNNNNNNNNhWNN^NNNK^NNNNNl 1 1 1 1 1 M H 11 H III I I I GCCTCAAATTTGCCTAACCTCGGTCGTACCTTCGAA ' 

Bql II 



CGTGCA&TCTCAC 



Bsc 

lTTCGT GCkCiATCTtACACTGCA 
CTTAAGCACGT^TAG/VGTGTG 



Mbo I 



-Synthesized cDNA 




Removal 



H 




Ligation, cyclization 

\ 3* terminal portion of 
f synthesized cDNA 

^Mbol-digested end 
Bglll-digested end 



Fig. 3 
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3' terminal portion of synthesized cDNA 
Bsg I ■ ~ Pme I 

^ ^ - CTTAA<^C<nTTAGNNWN^^ 



c 



K 



Digestion point of Bsgl 



J 



Bsg I 

Pme I treatment 



GAATTOSTGCACATCWWNNNNNWJNNN NNNNNNNNNNNNNNNNI 
'CTrAAGCACGTCTAGNNNNNNNNWW NNNNNNNNNNNNNNNT^I 



B§a I 

TCGTGCAGV 
✓"CTTAAGCACGTCTj 

J ( w 




Removal 



CGGAGTTT AMCGGATTGGAGCCAGCATGGAAGCTT 
GCCTCAAA TTTGC CTAAC CTC GGTC GTAC CTTC GA>T 



PCR primer 

UPC-48)26mer 



CD Blunting of ends 
(2) Ligation, cyclization 




GMTTCGTGCAGATC^I^^^*^^#^H^AACGGATTGGAGCO^GC^TGGAAGC^ 
CTTMGWCGTCTAGfWhWhWNNNNHTTr^ 



NNNNNNNNNNNTTTG 

tag " 



PCR primer A 

ZZ~makeMbo I \ 




Primer sequences 

UPC-48)26mer; ACGCCAGGGTTTTCCCAGT CACGACG 

2Z-makeMbo I: ATGATTACGCCAAGCTTCCATGCTGGCTCCGATCCGTTT 



PCR amplification product 

UPC-*8)26mer primer Mbo I 

tag 



Mbo I 



Fifth 



GATCNNNNNNNNNNNAAAC6GATC 
CT AGNNNNNNNNNNNTTTGCCTA6 



Fig. 4 
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tag 



GATCNNNNNNNNNNNAAACG 

NNNNNNNNNNNTTTGCCTAG 



PCR primer 



/ 



IL 



i i i r 



3 1 1 II 



tag tag tag tag tag tag tag tag tag 

PCR primer 



1 r 

■ 




i i i i i i i i vmm 




Cloning vector for sequencing 



Fig. 5 



